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ABSTRACT
￿
Treatment of thioglycolate-elicited macrophages with mouse ß-interferon markedly
reduces pinocytosis of horseradish peroxidase and fluorescein isothiocyanate (FITC)-dextran
but stimulates phagocytosis of IgG-coated sheep erythrocytes. Experiments with FITC-dextran
have revealed that the overall decrease in pinocytosis is due to a nearly complete inhibition
of pinocytosis in a large fraction of interferon-treated macrophages. In the remaining cells
pinocytosis continues at a rate similar to that in untreated control cells. A considerable
reduction in the number of cells pinocytosing FITC-dextran was observed within 12 h from
the beginning of interferon treatment. Measurement of the overall level of pinocytic activity
with horseradish peroxidase showed a progressive decline through 72 h of treatment. In the
interferon-sensitive subpopulation, there were marked changes in cytoskeletal organization.
Microtubules and 10-nm filaments were aggregated in the perinuclear region while most of
the peripheral cytoplasm became devoid of these cytoskeletal structures as observed by
fluorescence and electron microscopy. In addition, interferon treatment of macrophages
appeared to disrupt the close topological association between bundles of 10-nm filaments
and organelles such as mitochondria, lysosomes, and elements of the Golgi apparatus and
endoplasmic reticulum. Such alterations in the distribution of microtubules and 10-nm fila-
ments were not seen in the interferon-insensitive subpopulation .
We have investigated the mechanism of the interferon-induced enhancement of phagocytic
activity by binding IgG-coated sheep erythrocytes to mouse peritoneal macrophages at 4°C
and then initiating a synchronous round of ingestion by warming the cells to 37°C . Thiogly-
colate-elicited macrophages that had been treated with mouse 0-interferon ingested IgG-
coated erythrocytes faster and to a higher level than control cells in a single round of
phagocytosis. In interferon-treated cultures, phagocytic cups became evident within 30 s of
the shift of cultures from 4° to 37°C, whereas in control cultures, they appeared in 2 min .
Cytochalasin D, an inhibitor of actin assembly and polymerization, abolished phagocytic
activity in both control and 3-interferon-treated macrophages. However, to inhibit phagocy-
tosis completely in thioglycolate-elicited interferon-treated macrophages, twice as much
cytochalasin D was required in the treated as in control cultures. Accelerated association of
actin filaments with the plasma membrane during engulfment of the erythrocytes appears to
be a major factor contributing to the interferon-induced increase in phagocytic rate. Using
monoclonal antibody (2,4G2) to the trypsin-resistant FCRII receptors, no difference was
detected between control and interferon-treated macrophages in the abundance of cell surface
receptors for IgG.
In conclusion, the stimulation of phagocytosis by interferon treatment of macrophages
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of the plasma membrane and associated actin filaments; the suppression of pinocytosis may
be due to alterations in these structures as well as to disruption of the extended network of
microtubules and 10-nm filaments .
Interferons are a group of inducible proteins that inhibit the
replication of many different viruses as well as the prolifera-
tion ofa variety ofnormal and tumor cells both in the whole
organism and in culture (13, 26, 28, 47). In general, the action
of interferons is analogous to that of hormones. Interferons
bind to specific cell surface receptors and subsequently acti-
vate and amplify cellular responses that regulate cell physiol-
ogy (3, 6, 9, 10, 27). We have shown that the decrease in the
proliferation ofhuman 0-interferon-treated human fibroblasts
and tumor (HeLa) cellsis associated with increased assembly
and organization of actin-containing microfilaments (30, 55).
Interferons inhibit cell locomotion across a solid substrate,
saltatory movements of subcellular organelles, and lateral
movement of cell surface receptors-activities that involve
the function of microfilaments (30, 32). We have suggested
that the increased incidence ofabortive mitoses in interferon-
treated cell populations (30, 43) is due to the altered organi-
zation of microfilaments that function in the formation of
the cleavage furrow during cytokinesis (31, 43). These results
have led to the conclusion that interferon treatment affects in
a major way the organization of the cytoskeleton and the
motile activities of cells that depend on the integrity of cyto-
skeleton (31, 42, 43).
In mouse peritoneal macrophages, interferon treatment
increases, rather than inhibits, the phagocytosis oftumor cells,
carbon and latex particles, and erythrocytes (8, 12, 14, 16).
However, we will report that interferon treatment inhibits the
pinocytosis of fluorescein isothiocyanate (FITC)'-dextran and
horseradish peroxidase by thioglycolate-elicited mouse peri-
toneal macrophages, and define the quantitative parameters
of the inhibition. It will be shown that in macrophages in
which pinocytic activity has been suppressed by interferon
treatment, microtubules and 10-nm filaments are no longer
distributed in the form of an extended network, but have
aggregated in the perinuclear region.
We also report that 0-interferon treatment ofthioglycolate-
elicited mouse peritoneal macrophages increases the rate of
phagocytosis of IgG-coated sheep erythrocytes in a single
round of phagocytosis. Interferon treatment facilitates the
association of actin filaments with the plasma membrane in
the regions of attached erythrocytes, as a result of which
phagocytic cups form with increased speed. Evidence will be
presented showing that the cytochalasin D sensitivity of the
process is decreased in interferon-treated cells.
Preliminary reports of a part of this work have appeared
previously (43, 53, 54).
MATERIALS AND METHODS
Macrophages:
￿
Resident peritoneal cells (24-30% macrophages) and
thioglycolate broth-elicited peritoneal cells (72-86% macrophages) were ob-
tained by peritoneal lavage from the Nelson-Collins strain ofmice as described
(23). The macrophages were allowed to adhere to the surface of the culture
'Abbreviations used in this paper:
￿
E(IgG), IgG-coated erythrocytes;
FITC, fluorescein isothiocyanate; HMM, heavy meromyosin; NBD,
nitrobenzooxadiazole; MEM, Eagle's minimum essential medium;
PBS-def, Ca"- and Mg"-free PBS.
dishes for 2 h at 37`C in Eagle's minimum essential medium (MEM); nonad-
herent cells were removed by repeated washing with Cat*- and Mg'*-free PBS,
pH 7.2 (PBS-def). The macrophages were maintained in MEM supplemented
with 10% heat-inactivated (56°C, 45 min) fetal bovine serum and washed again
before use in experiments.
Interferon:
￿
Interferon concentrationsareexpressed in termsofantiviral
activity units (U) per milliliter. The antiviral activity of interferon preparations
was assayed with vesicular stomatitis virus in mouse L cells, using the National
Institutes of Health mouse interferon preparation No. G-002-904-511 as the
standard. The activity was assayed by reduction ofthe viral cytopathic effect.
Two preparations of mouse ß-interferon (Lee Biomolecular Research Lab-
oratories, Inc., San Diego, CA; cat. No. 20171; containing <0.1% a-interferon
and no detectable -y-interferon) were used in most experiments. Batch 81008
had a specific activity of >1 x 107 U/mg protein, and batch 82014, 2 x 108
U/mg protein. A chemically homogeneous preparation of mouse ß-interferon,
kindly provided by Dr. Peter Lengyel of Yale University, was used in some
experiments.
Immunofluorescence Microscopy:
￿
Cells cultured on No. 1 glass
coverslips were fixed with 3.7% formaldehyde in PBS-def (pH 7.2) at room
temperature for 20 min. After being rinsed with PBS-def several times, the
samples were extracted with acetone at 20°C for 2 min. After air drying, we
incubated coverslip cultures either with nitrobenzooxadiazole (NBD)-phallaci-
din (Molecular Probes, Inc., Plano, TX) for staining polymerized actin (1), or
with rabbit antibodies to tubulin or vimentin in a moist chamber for 30 min
at room temperature. The specificities ofthese antibodies for staining micro-
tubules and 10-nm filaments have been established in a previous report (51).
The coverslips were then washed extensively with PBS-def containing 1 M
glycine, incubated with fluorescein-conjugated goat anti-rabbit IgG (0.5 mg/
ml) for 30 min at room temperature, washed with PBS-def containing I M
glycine, and mounted onto glass slides in a solution consisting ofPBS-def and
glycerol in a 1:1 ratio. Immunofluorescent staining was visualized using UV
light (470-530 nm) and stained cells were photographed on Tri-X Kodak film
at ASA 800 with a Zeiss photomicroscope III equipped with epifluorescence
illumination and a 63x phase objective.
For labeling of the cytoskeletal structures in cells that had pinocytosed
horseradish peroxidase, the coverslip cultureswere first processedforcytochem-
ical localization ofperoxidase asdescribedbelow andthen reactedwithantibody
for visualization of the cytoplasmic fibers by immunofluorescence.
Electron Microscopy:
￿
Forcytoskeletalstudies, macrophagescultured
in Petri dishes were fixed for 30 min at room temperature in 1% glutaraldehyde
in PBS-def. After a briefrinse with PBS-def, the cells were postfixed for 30 min
with a 1% solution of osmium tetroxide in PBS-def. Cells were then rinsed
twice with PBS-def, dehydrated rapidly through a graded series of alcohol
concentrations, and flat-embedded in Epon 812 (19). Liquid nitrogen was used
to remove the polymerized Epon from Petri dishes. The embedded cultures
were examined in a Zeiss inverted microscope and cells selected for sectioning
were marked with a needle controlled by a Leitz micromanipulator. Thesecells
were cut out of the main block and remounted cell-side up for thin sectioning
parallel to the substrate side ofthe cell. Sections were cut witha diamond knife
on a Sorvall Porter-Blum MT-2 microtome (E. 1. DuPont de Nemours & Co.,
Inc., Sorvall Instruments Div., Newtown, CT) and supported on 300-mesh
copper grids with either parlodion or Formvar coating. These sections were
then stained with hot uranyl acetate (17) and lead citrate (36). Ultrastructural
observations were made with a Philips 300 electron microscope at 80 kV.
Decoration of Actin-containing Microfilaments with Heavy
Meromyosin and Electron Microscopy: Heavy meromyosin
(HMM) used for decoration of actin filaments was prepared from the rabbit
back muscle according to the procedure described initially by Szent-Györgyi
(41) and modified by Pollard et al. (35). Glycerination was carried out using
the method of Chang and Goldman (5). Cells were sequentially extracted at
room temperature with 50, 25, 12.5, and 5% glycerol in PBS-def for 30 min
each. The samples were then incubated with HMM (2 mg/ml) in PBS-def
containing 5% glycerol for 30 min at 22°C, rinsed thoroughly with PBS-def,
and fixed with 1% glutaraldehyde in PBS-defcontaining tannic acid for 30 min
(2). After being rinsed with PBS-def, the samples were fixed with 1 % osmium
tetroxide in PBS-def, rinsed again with PBS-def, dehydrated through a graded
series ofalcohol solutions, and flat-embedded in Epon 812 and sectioned for
ultrastructural examination (17).
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￿
Pinocytic activity was eval-
uated qualitatively by the uptake of FITC-dextran (67,000 dalton; Sigma
Chemical Co., St. Louis, MO) (49). Macrophage cultures were incubated for
30 min at 37°C with medium containing FITC-dextran (5 mg/ml), rinsed
several times with warm PBS containing Cal' and Mgt*, pH 7.2, fixed with
3.7% formaldehyde in PBS, and washed again with PBS. The samples were
mounted in PBS containing 50% glycerol and examined in a Zeiss epifluores-
cence microscope with 63x objective, and cells containing fluorescent vesicles
were scored. Cells were photographed with Kodak Tri-X film at 800 ASA. The
pinocytic rate ofall macrophages in the culture was quantitated by measuring
the uptake ofhorseradish peroxidase from the culture medium (40). Briefly, 4
x 105 residentperitoneal cellsor 2.5 x 105 thioglycolate-elicited peritoneal cells
were seeded into the 16-mm wells of a 24-well Costar plate (Costar Data
Packaging Co., Cambridge, MA). After overnight incubation at 37°C, the
cultures were washed twice with warm MEM to remove the nonadherent cells
and 0.5 ml ofMEM or interferon in MEM was added to each well. Incubation
at 37°C was continued for varying periods, after which the medium was
removed, the cells were washed with warm PBS, and the macrophages were
overlaidwith 0.5 ml MEM containing fetalbovine serum (10%)and horseradish
peroxidase (1 mg/ml). After incubation at 37°C for periods indicated below
(usually 30 min), triplicate cultures were chilled on ice. The culture medium
was removed and the macrophages were washed vigorously and rapidly six
times with ice-cold MEM and once with ice-cold PBS. The cells were treated
with 0.05% (vol/vol) Triton X-100 in double-distilled water, 0.4 ml/well, for
15 min at 37°C, and processed for determination ofbound peroxidase using
H202 and o-dianisidine as substrates as described (15, 25). The results are
expressed in nanograms peroxidase ingested per microgram of cell protein.
They are corrected for nonspecific adsorption ofperoxidase to cell-free control
wells (0.0034 rug). Cell protein was quantitated by the method of Lowry et al.
(18). The amount ofcell protein per well was equivalent to 20-40 ug.
Cytochemical Localization of Horseradish Peroxidase:
￿
For
cytochemical localization of horseradish peroxidase by light microscopy, 1 x
106 cells were plated onto No. 1 glass coverslips placed in 35-mm plastic tissue
culture dishes (Falcon Labware, Div. Becton, Dickinson & Co., Oxnard, CA).
For electron microscopy, the cells were plated on 35-mm culturedishes without
coverslips. Control and interferon-treated cultures were incubated for 30 min
at 37°C in medium containing peroxidase (2 mg/ml). After being washed four
times with medium without peroxidase, the samples were fixed for 20 min at
room temperature in 2.5% glutaraldehyde in PBS and incubated for 30 min at
room temperature in 0.1 M cacodylate buffer containing diaminobenzidine
and H202 (11). Coverslip cultureswere mountedon glassslidesforexamination
by light microscopy. For electron microscopy, the cells were fixed at 4°C with
1 % osmium tetroxide in 0.1 M cacodylate buffer and then dehydrated and
embedded as described above. The presence of peroxidase in organelle was
evaluated in sections that had not been stained with either uranyl acetate or
lead citrate.
Preparation of IgG-coated Erythrocytes: Sheep erythrocytes
(Laboratory Animal Research Center, The Rockefeller University) were coated
with rabbit anti-E IgG(CordisLaboratories, Inc., Miami, FL) as described (22).
The coated particles, designated E(IgG), were adjusted to a final concentration
of 1 % vol/vol in PBS with Cal' and Mgt*. Mouse monoclonal IgG2a and IgG3
anti-sheep erythrocyte antibodies were a generous gift from Dr. Betty Diamond
ofthe Albert Einstein College of Medicine.
Phagocytosis Assay:
￿
4 x 105 resident peritoneal cells or 1.5 x 105
thioglycolate-elicited cells were seeded into each well of Costar plates and
processed as described above. Each well contained a 12-mm glass coverslip
(Rochester Scientific, Rochester, NY) and 0.5 ml MEM. At the time points
indicated in Results, duplicate coverslips were removed, dipped five times into
warm MEM, and placed into a fresh Costar plate containing 0.5 ml of warm
MEM in each well. Rabbit IgG-coated sheep erythrocytes in a volume of0.1
ml were added to each well, and the incubation was continued for 45 min at
37°C. The coverslips were then removed from the wells, treated for 30 s to I
min with hypotonic NH4C1 buffer to lyse E(IgG) that were attached but not
ingested, and fixedin 1.25% glutaraldehyde in PBS. The numberoferythrocytes
ingested was determined by phase-contrast microscopy using a 100x phase-
three oil immersion objective. At least 100 macrophages in random fields were
counted. The percentages ofmacrophagesthat ingested erythrocytes multiplied
by the average number of erythrocytes ingested per macrophage is expressed as
the phagocytic or ingestion index (22). The ingestion index is equivalent to the
number of particles ingested per 100 macrophages in the culture. For electron
microscopy, 4 x 106 thioglycolate-elicited macrophages were seeded onto 35-
mm plastic Petri dishes, and processed as described above.
Quantitation of Macrophage Fc Receptors with '251-labeled
Monoclonal Rat Anti-mouse Macrophage Fc Receptor Anti-
body 2.462:
￿
Macrophage Fc receptors werequantitated using 12Sí-labeled
2ÁG2 Fab as described previously (24, 46). All measurements were done in
330
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duplicate, and the average of two determinations is expressed as nanograms
1231-Fab bound per coverslip. All results have been corrected for nonspecific
absorption of the antibody fragment to cell-free coverslips that were prepared
and processed in parallel with the experimental samples.
RESULTS
Inhibition of Pinocytosis by Interferon
Treatment with interferon decreases the pinocytic activity
in cultures of thioglycolate-elicited mouse peritoneal macro-
phages. In a fraction ofthe treated cell population, pinocytosis
is markedly depressed, while in the remaining cells pinocytosis
continues at a rate similar to that in untreated control cells.
Control macrophages (Fig. I, a and b) endocytose FITC-
dextran in numerous pinosomes that appear as bright spots
under UV illumination, as demonstrated previously by Walter
et al. (49), and accumulate (FITC)-dextran in secondary ly-
sosomes. In the interferon-treated (batch 81008, 5,000 U/ml)
cultures (Fig. 1, c and d), the majority of macrophages contain
lessthan 10 fluorescent vesicles per cell even afteran extended
period (1 h) of incubation with (FITC)-dextran.
Examination of populations of approximately 500 cells in
control or interferon-treated cultures showed that after treat-
ment ofthioglycolate-elicited macrophages with mouse inter-
feron at 5,000 U/ml for 12 h, -80% of the interferon-treated
cells still take up some dextran as compared with -95% of
the control cells(Fig. 2A). After interferon treatment at 10,000
U/ml, only -40% of the cell population showed uptake of
(FITC)-dextran at levels similar to those in 95% of the control
cells. In the remaining 60% of the treated cells, the pinocytic
activity was much reduced, and remained so during the entire
72-h period of interferon treatment. Thus, in terms of the
number ofactively pinocytosing cells, interferon batch 81008
caused 15% inhibition at 5,000 U/ml and 58% inhibition at
10,000 U/ml. Full recovery ofpinocytic activity to the control
level after incubation of the cultures with interferon-free
medium required a minimum of 2-4 d (Fig. 2B).
In contrast to the results obtained with thioglycolate-elicited
macrophages, interferon treatment (5,000 or 10,000 U/ml for
up to 72 h) did not suppress pinocytic activity of resident
peritoneal macrophages, as indicated by the percentage of
such macrophages taking up FITC-dextran.
To quantitate the reduction in pinocytosis caused by inter-
feron treatment of thioglycolate-elicited macrophages, horse-
radish peroxidase was used as a pinocytic marker. As shown
in Fig. 3, interferon treatment for 72 h reduced the pinocytic
activity from a control value of 2.5 ng of peroxidase taken up
per microgram of cell protein to the values of 1 .8 (72% of
control) and 1 .2 (48% ofcontrol) at 5,000 and 10,000 U/ml,
respectively.
The results in Fig. 3 indicate that pinocytic activity declines
progressively upon treatment of thioglycolate-elicited macro-
phages with interferon at 5,000 or 10,000 U/ml. However,
even after 72 h, interferon-treated macrophage cultures were
still capable of considerable pinocytosis of horseradish per-
oxidase, which is in agreement with results obtained with
FITC-dextran (Fig. 2A).
Effects of interferon on the Organization of
Microtubules and 10-nm Filaments
Previous studies have indicated that cytoskeletal structures
such as microtubules and 10-nm filaments play a role in the
pinocytic process (33, 34). Alterations of the organization ofFIGURE 1
￿
Uptake of fluorescent dextran in pinocytic vesicles by control (a and b) and 0-interferon-treated (c and d) thioglycolate-
elicited mouse peritoneal macrophages . Cultures of macrophages were incubated at 37°C with or without mouse fibroblast
interferon (batch 81008; 5,000 U/ml) for 72 h and then with fluorescent dextran (5 mg/ml) for 1 h . The samples were then
washed extensively with PBS and fixed with 1% glutaraldehyde in PBS-def before examination . (a) Phase-contrast micrograph of
control macrophages ; (b) the same cells, viewed with fluorescence optics, show pinocytosis as evidenced by the small, bright
granules in the cytoplasm ; (c) phase-contrast micrograph of interferon-treated cells; (d) the same cells, viewed with fluorescence
optics, show the absence of pinocytosis in two of the cells (arrows) and a marked reduction of this activity in the other two cells .
x 1,000.
such cytoskeletal structures may thus be expected to affect
the pinocytic process.
We have found that interferon treatment caused a major
reorganization of microtubules in macrophages . As shown in
Fig . 4 a, the microtubules in control cells form a radial pattern
extending from the cell center to the periphery. In contrast,
as illustrated in Fig. 4 b, many cells in interferon-treated (batch
81008, 10,000 U/ml, 72 h) cultures, display a lack of micro-
tubules in the periphery ofthe cells . Most ofthe microtubules
are aggregated in the perinuclear region .
Similarly, we have found that interferon treatment causes
the disappearance of organized 10-nm filaments from the
periphery of the cytoplasm . As shown in Fig . 4c, 10-nm
filaments are distributed throughout the cytoplasm ofcontrol
cells, whereas in the interferon-treated (batch 81008 ; 10,000
U/ml, 72 h) cultures (Fig . 4d), 10-nm filaments aggregate in
the perinuclear region in many cells.
Results of electron microscopic examination confirm our
findings ofcytoskeletal reorganization as a result ofinterferon
treatment of macrophages . In control macrophages, there are
oriented arrays of microtubules and 10-nm filaments that
extend into the long processes and the cortical region of the
plasma membrane . In contrast, in interferon-treated macro-
phages (batch 81008, 10,000 U/ml for 72 h), microtubules
are found only in the immediate vicinity of the nucleus and
10-nm filaments are present as aggregated bundles in the
centrosomal region .
Interferon caused similar reductions in the number of cells
engaged in pinocytic activity (as measured by the uptake of
FITC-dextran) and in the number of cells that possess a
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(A) Relationship between interferon concentration and FIGURE 2
the reduction in the number of thioglycolate-elicited macrophages
engaged in pinocytosis. After incubation of control and interferon-
treated (batch 81008; 5,000 or 10,000 U/ml) macrophages at 37°C
for various periods, they were further incubated with fluorescent
dextran (5 mg/ml) for 30 min. After extensive washing with PBS,
the cultures were fixed with 1% glutaraldehyde and mounted on
slides. Percent of cells ingesting fluorescent-dextran was deter-
mined by direct counting of cells containing the bright granules
illustrated in Fig, 1 b. Approximately 500 cells were evaluated per
variable. Maximal dose-dependent reduction in pinocytic activity
was observed 12 h after addition of interferon to the cultures. (B)
Recovery of pinocytic activity after removal of interferon from the
culture medium . Cultures were treated with interferon for 72 h
after which they were washed with interferon-free medium . The
cultures were assayed for pinocytic activity immediately after wash-
ing or after incubation in interferon-free medium for 24, 48, 72, or
96 h. Approximately 200 cells were examined per variable in
duplicate cultures. 0, control; A, interferon, 5,000 U/ml; O, inter-
feron, 10,000 U/ml.
normal distribution of 10-nm filaments (Fig. 5). As shown in
Fig. 5A, in the control cultures, 90% of the cells took up
FITC-dextran. In contrast, in the interferon-treated cultures,
the percentage was reduced to 80 and 45, respectively, after
treatment at 5,000 and 10,000 U/ml (batch 81008) for 72 h.
Fig. 5B shows that 95% of the cells in the control cultures
displayed a fully extended distribution of 10-nm filaments,
whereas aftertreatment with interferon at 5,000 or 10,000 U/
ml, approximately 80% and 30%, respectively, of the cells
had 10-nm filaments extending to the periphery.
To ascertain whether in the interferon-treated cultures those
cells that do not pinocytose are cellsthat exhibit an abnormal
distribution of 10-nm filaments, macrophage cultures were
treated with interferon at 10,000 U/ml (batch 81008) for 72
h, and then incubated with peroxidase-containing medium
for 30 min in the continued presence of interferon . Fig. 6 a
illustrates an interferon-treated cell that displays a normal
distribution of 10-nm filaments extending from the perinu-
clear region to the cell periphery. In this cell almost all of the
large vacuoles and vesicles are filled with peroxidase (Fig. 6 b).
Fig. 6 c demonstrates that in another interferon-treated cell,
10-nm filaments are aggregated in the perinuclear region. In
this cell, peroxidase is absent from large vacuoles (Fig. 6d).
Lack of Effect of interferon on Cell Size
We have determined the surface area of control and inter-
feron-treated cells as described by Pfef er et al. (30) and
Phaire-Washington et al. (34). Based on three experiments,
the area of substrate covered by control thioglycolate-elicited
1332
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macrophages was 494 ± 75 ßm2 whereas that for interferon-
treated (batch 81008; 10,000 U/ml, 72 h) macrophages was
442 ± 80 Umz. It appears, therefore, that the reduction in
pinocytosis in the interferon-sensitive macrophages cannot be
explained simply by a decrease in surface area ofthe plasma
membrane available for pinocytosis.
Enhancement of Phagocytosis by Interferon
The time course of the development of enhanced phago-
cyticability for E(IgG) was determined for both thioglycolate-
elicited and resident mouse peritoneal macrophages treated
with interferon at 5,000 U/ml. The phagocytosis assay was
performed on control and interferon-treated cells afterperiods
of incubation which ranged from 0 to 72 h. Fig. 7 shows that
thioglycolate-elicited macrophages exhibit a higher level of
phagocytic activity than resident macrophages. The activity
in control cells increased rapidly during the first 12 h of
incubation and then leveled off. An interferon-induced in-
crease in phagocytosis was observed as early as 4 h after the
beginning of treatment of either resident or thioglycolate-
elicited macrophages, which was also observed by Hamburg
et al. (14). In resident macrophages treated with interferon,
the enhanced phagocytic activity increased through the first
24 h of treatment and then leveled offat approximately 2.3
times the control level for resident macrophages. In contrast,
in the thioglycolate-elicited macrophages, the increase contin-
ued until 48 h after the addition of interferon, and reached a
level approximately 2.7 times above the control level for the
thioglycolate-elicited cells. After 48-h treatment, the thiogly-
colate-stimulated macrophages ingested >30 erythrocytes per
cell.
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FIGURE 3
￿
Relationship between interferon concentration and the
reduction in the uptake of horseradish peroxidase in thioglycolate-
elicited macrophages. Cultures of control and interferon-treated
(batch 81008; 5,000 or 10,000 U/ml) macrophages were incubated
in horseradish peroxidase-containing medium for 60 min at 37°C
and processed for the quantitation of cell-associated horseradish
peroxidase as described in Materials and Methods.
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Alterations in the cytoplasmic organization of microtubules and 10-nm filaments in thioglycolate-elicited peritoneal
macrophages treated with mouse interferon (batch 81008 ; 10,000 U/ml) for 72 h . Control and interferon-treated cells were
processed for indirect immunofluorescence microscopy as described in Materials and Methods . (a) Typical radial pattern of
microtubules in the control cells ; (b) lack of a distinct network of microtubules observed in the majority of interferon-treated
cells, accompanied by bright fluorescent staining by tubulin antibody in the nuclear region ; (c) pattern of 10-nm filament
distribution in control cells illustrates the extension of filaments from the perinuclear region to the cell periphery ; (d) shows the
perinuclear aggregation of these filaments in most of the interferon-treated cells; few filaments are found in the peripheral
cytoplasm . (a and b) x 1,300 ; (c and d) x 1,700 .
Abundance of Fc Receptors
￿
number of trypsin-resistant Fc receptors (FcRll) expressed by
these cells . To determine whether interferon treatment alters
Hamburg et al. (14) showed that treatment of resident
￿
FcRII expression in thioglycolate-elicited macrophages, we
macrophages with interferon for 8 h did not increase the
￿
quantitated the amount of FcRII on these cells using radio-
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FIGURE 5
￿
Correlation between reduced pinocytic activity (A) and
altered organization of 10-nm filaments (ß) in interferon-treated
thioglycolate-elicited macrophages (batch 81008; 5,000 or 10,000
U/ml, 72 h). Approximately 500 cells from each sample were scored
both for reduced uptake of fluorescent dextran and for redistribu-
tion of 10-nm filaments into perinuclear aggregates. Note the simi-
larity in the percentages of cells displaying reduced pinocytosis or
altered organization of 10-nm filaments. Data represent mean re-
sults of three experiments.
iodinated Fab fragments ofmonoclonal antibody 2ÁG2 (anti-
FcRII) (45). We have found that the number of FcRII in-
creases in parallel in control and interferon-treated thiogly-
colate-elicited macrophages over the course of 72 h. Thus,
increased FcRII expression does not account for the inter-
feron-induced increase in phagocytosis of E(IgG) by thiogly-
colate-elicitedmacrophages.
Enhancement in a Single Round of Ingestion
To determine whether interferon treatment increased the
rate or the extent ofphagocytosis in thioglycolate-elicited and
resident macrophages, or whether it affected both parameters,
we conducted experiments under conditions that provide
synchronization of the process of phagocytosis, which makes
dissection ofthe process possible. E(IgG) were added to mac-
rophages at 4°C, and the incubation was continued for 1 h at
that temperature. At 4°C binding of E(IgG) to the plasma
membrane of the macrophages takes place efficiently, but
ingestion does not occur. It is important to note that there
appeared to be no significant difference in the number of
E(IgG) that initially attached to thioglycolate-elicited or resi-
dent macrophages irrespective of whether they had or had not
been treated with interferon (Fig. 8). After removal of un-
bound E(IgG) by washing with cold PBS-def, the macrophages
were immediately incubated in medium at 37°C allowing the
ingestion of the bound E(IgG) to proceed. Phagocytosis of
E(IgG) was examined at 0.5, 2, 4, 6 and 8 min after the
temperature shift. Interferon-treated thioglycolate-elicited
macrophages showed markedly enhanced phagocytic activity
within the first 2 min after the temperature was raised from
4° to 37°C (Fig. 8A). Both in the treated and control thiogly-
colate-elicited macrophages, phagocytosis reached a plateau
value by 4 min from the temperature shift, which provides an
estimate of the duration of a round of phagocytosis. The
plateau value for interferon-treatedthioglycolate-elicited mac-
rophages was -2.3-fold higher than that for control cells.
There was no further increase in the ingestion index when the
control and interferon-treated cells were incubated for an
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additional 7 min. It therefore appears that when -33 E(IgG)
attach per cell, not all of the adsorbed erythrocytes could be
ingested by the macrophage in a single round of phagocytosis.
In resident macrophages no significant phagocytic activity
was observed within 2 min from the temperature shift, and at
4 min the activity was approximately two-thirds of that in
thioglycolate-elicited macrophages (Fig. 8B). No interferon-
induced enhancement was observed during a single round of
phagocytosis in resident macrophages. This is somewhat sur-
prising in view of the results obtained under conditions of
unsynchronized phagocytosis over a 45-min period, where
interferon treatment has a considerable enhancing effect on
phagocytosis (Fig. 7). Under both sets of conditions, resident
control cells show lower phagocytic activity than thioglyco-
late-elicited control cells. The above results obtained with
thioglycolate-elicited peritoneal macrophages show that inter-
feron increases both the rate of the phagocytic process and
the totalnumber ofparticles ingested perthioglycolate-elicited
macrophage per round of ingestion, without affecting the
number of particles initially bound per cell. Availability of
actin filaments in the zone adjacent to the plasma membrane,
achieved through a redistribution of cytoskeletal elements,
may play an important role in phagocytosis. We have there-
fore investigated the microfilament distribution in control
and interferon-treated thioglycolate-elicited macrophages,
first in cells not engaged in phagocytosis, and then in phago-
cytizing cells under conditions that provide synchronization
of the process.
Actin Filaments in Nonphagocytosing Cells
The distribution of actin filaments in control and inter-
feron-treated cultures of macrophages was investigated by
staining the formaldehyde-fixed and acetone-extracted sam-
ples with NBD-phallacidin. Interferon treatment did not in-
duce any apparent differences in actin distribution in the
noningesting macrophages, as observed by fluorescence mi-
croscopy. In both control and interferon-treated cultures of
thioglycolate-elicited macrophages, fluorescent staining was
found in a diffuse pattern in the cytoplasm, as well as in
localized regions associated with membrane ruffling, with a
dotted pattern in the vicinity of the ruffling cell edge.
Actin Filaments in Phagocytosing Cells
To investigate the involvement of actin filaments in recep-
tor-mediated phagocytosis, we used a temperature shift ex-
periment as described above. E(IgG) were bound to the surface
of thioglycolate-elicited macrophages at 4°C, after which the
temperature was raised to 37°C. At various intervals after the
temperature shift, the cellswere fixedand processed for phase-
contrast and fluorescence microscopy or for electron micros-
copy. Fig. 9a is a phase-contrast micrograph that shows
erythrocytes being ingested by an interferon-treated macro-
phage within 30 s after the temperature shift. In Fig. 9 b, actin
filaments that have been stained with NBD-phallacidin are
seen in the cytoplasm underlying the nascent phagocytic cups.
It should be pointed out that F-actin filaments are very heavily
concentrated in the areas of phagocytosis, with little if any
fluorescence in regions ofthe plasma membrane distinct from
sites of ingestion. In contrast, control macrophages (Fig. 9, c
and d) had not yet begun forming phagocytic cups 1 min
after the temperature shift. Fluorescence staining of actin
filaments was still largely diffuse in the cytoplasm, except forFIGURE 6 Simultaneous localization of 10-nm filaments and the endocytosed horseradish peroxidase in interferon-treated
thioglycolate-elicited mouse peritoneal macrophages . Cultures of macrophages were treated with interferon (batch 81008 ; 10,000
U/ml, 72 h) and then incubated with peroxidase (5 mg/ml) in medium for 30 min at 37°C . The samples were fixed with 3 .7%
formaldehyde in PBS, processed initially for the visualization of peroxidase, and then stained for 10-nm filaments . a Illustrates the
extension of 10-nm filaments from the perinuclear region to the cell periphery in an interferon-treated cell, and b shows the
abundant presence of endocytosed peroxidase in large vacuoles as well as small vesicles in this cell . c shows perinuclear
aggregation of filaments and absence of filaments from the cell periphery (arrows) in another interferon-treated cell, and d
illustrates the absence of peroxidase from large vacuoles (arrow) in this cell . (a and b) x 900 ; (c and d) x 1,400 .
some concentration of actin filaments in a few locations of
￿
ocytic cups, and by 3-4 min, they show internalized particles
plasma membrane where E(IgG) had attached .
￿
in phagosomes . These phagosomes do not have associated
By 2 min after the temperature shift, the interferon-treated
￿
actin filaments demonstrable by staining with NBD-phallaci-
macrophages display erythrocytes partially enclosed in phag-
￿
din . In control macrophages, phagocytic cups have begun to
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FIGURE 7 Time course of development of enhanced ability for
phagocytosis of E(IgG) by interferon-treated thioglycolate-elicited
and resident macrophages. Mouse peritoneal macrophages were
treated with interferon (5,000 U/ml) for various periods and incu-
bated with E(IgG) for 45 min at 37°C. Values are the means of
triplicate determinations and bars indicate the standard deviations.
(A) Thioglycolate-elicited macrophages; (A) interferon-treated thi-
oglycolate-elicited; (0) resident; (9) interferon-treated resident
macrophages. The assay for phagocytosis was done as described in
Materials and Methods, and the activity of uptake was expressed
as the ingestion index, i .e., the number of erythrocytes ingested
per 100 macrophages.
form by 2 min and phagocytic cup formation is well developed
by 3-4 min. Complete internalization of particles in phago-
somes requires -6 min in control cells.
The relationship between actin organization and formation
of the phagocytic cup was further characterized by means of
ultrastructural identification of HMM-decorated microfila-
ments in glycerinated cells. Cultures of macrophages with
attached E(IgG) were shifted from 4° to 37°C to initiate the
process ofingestion. Approximately 30 s afterthe temperature
shift, the cultures were glycerinated and incubated with
HMM. Glycerination disrupts the plasma membrane as a
result of which the cytoplasm becomes depleted of soluble
materials. The glycerinated specimen still contains most of
the plasma membrane, and the insoluble cytoskeletal matrix
as well as the nucleus. Fig. 10a shows an ultrastructural profile
representative of control macrophages with E(IgG) bound on
the cell surface. The E(IgG) appear as membrane-bounded
ghosts attached to the macrophage, which itself appears as a
membrane-bounded structure with a few actin filaments
sparsely distributed in the cytoplasm. In contrast, in inter-
feron-treated cells (Fig. 10 b) a densefilamentous network was
found in the vicinity of the plasma membrane 30 s after the
temperature shift, and distinct phagocytic cups surrounding
each E(IgG) had already begun to be formed. Each phagocytic
cup was composed ofthe plasma membrane and an associated
matrix ofactin filaments (Fig. 11).
Effects of Cytochalasin D
Cytochalasin D, a drug that inhibits the formation of po-
lymerized F-actin, was used to examine the contractile func-
tion of microfilaments in regulating the formation of the
phagocyticcup. In thioglycolate-elicited control macrophages,
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exposure for 45 min to cytochalasin D at a concentration of
1 kg/ml was sufficientto inhibit phagocytosis completely, but
in interferon-treated (5,000 U/ml, 72 h) cultures, 31 % of the
cells were still able to ingest some E(IgG) despite the applica-
tion ofcytochalasin D. The ingestion index was 210, or 6.7%
ofthat in interferon-treated cultures to which cytochalasin D
had not been added. Increasing the concentration of Cyto-
chalasin D to 2 gg/ml completely abolished phagocytosis by
interferon-treated thioglycolate-elicited macrophages. In cul-
tures of resident macrophages, phagocytosis of E(IgG) was
essentially completely inhibited by the application of Cyto-
chalasin D, 1 ug/ml, to either control or interferon-treated
control.
Comparison of Interferon Preparations
The pinocytosis-inhibiting activity of three mouse ß-inter-
feron preparations (Lee Biomolecular batches 81008 and
82014, and homogeneous interferon from Dr. P. Lengyel)
was compared relative to the antiviral activity of the three
preparations. Thioglycolate-elicited macrophages in mono-
layer cultures were treated for 24 h with interferon at various
concentrations, afterwhich either the pinocytic activity ofthe
cells was evaluated by uptake of FITC-dextran (5 mg/ml; 45
min) or the phagocytic activity was assayed by ingestion of
E(IgG) (I h at 4°C, then 4 min at 37°C). The numbers of
FITC-dextran-positive cells or the numbers ofE(IgG) ingested
per cell in treated cultures were related to the value in controls
and the percent values plotted against logo interferon concen-
trations. The relationships between dose and the effects ap-
peared to be exponential. When the preparations were com-
pared in terms of the concentrations in antiviral units per
milliliter at which a 40% reduction in the number of FITC-
dextran-positive cells occurred, the pinocytosis-inhibiting ac-
0
L
FIGURE 8
￿
Effects of interferon treatment on the rate and extent of
ingestion of E(IgG) in a single round of phagocytosis by thioglyco-
late-elicited (A) and resident (8) mouse peritoneal macrophages.
Macrophage cultures were treated with interferon, 5,000 U/ml, for
72 h at 37°C and then shifted to 4°C for 1 h. IgG-coated sheep
erythrocytes were added to the cultures and, after 1 h at 4°C, the
cultures were shifted to 37°C. At various times after the tempera-
ture shift, the cultures were fixed with 1% glutaraldehyde in PBS-
def. Phagocytic activity is represented by the number of erythro-
cytes ingested per 100 macrophages: (p) Control; (0) interferon-
treated. Number of adherent erythrocytes per 100 macrophages at
the time of temperature shift: (0) control; (") interferon-treated.FIGURE 9 Phase-contrast (a) and fluorescence (b) microscopic views of cells with actin-containing phagocytic cups . The
thioglycolate-elicited macrophages were treated with interferon, 5,000 U/ml, for 72 h . IgG-coated sheep erythrocytes were then
added to the cultures at 4'C . After incubation for 1 h, the cultures were shifted to 37°C . At 30 s after the temperature shift, the
cultures were fixed and processed for actin staining with NBD-phallacidin . Note the bright fluorescent cup found beneath the
erythrocytes undergoing ingestion (arrows) . Phase-contrast (c) and fluorescence (d) microscopic views of control thioglycolate-
elicited macrophages showing a diffuse pattern of actin staining. Note the lack of distinct phagocytic cups and of an increase in
the amount of actin in the regions of erythrocytes . (a and b) x 2,600 ; (c and d) x 1,300 .
tivities ofthe three preparations, 81008/82014/homogeneous
interferon, normalized with respect to the activity of 81008,
were 1 :2:10 . These results are based on one comparison of
8100 and 82014, and one of 82014 and homogeneous inter-
feron . It can be estimated that the marked pinocytosis-inhibit-
ing effect of batch 81008 at 10,000 U/ml would be obtained
with the preparation of homogeneous interferon at
￿
1,000
U/ml . In terms of the concentration required to enhance
phagocytic activity twofold, the results were as follows : 81008 :
900 U/ml (two experiments); 82014 : 60 U/ml (three experi-
ments); homogeneous interferon : 120 U/ml (one experiment).
These estimates indicate that relative to antiviral activity,
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133 7FIGURE 10 Accelerated phagocytic cup formation in interferon-treated thioglycolate-elicited macrophages . Control (a) and
interferon-treated (5,000 U/ml, 72 h) (b) cultures were incubated with E(IgG) for 1 h at 4°C . At approximately 30 s after shifting
to 37°C, the cultures were glycerinated and incubated with HMM before processing for thin-section electron microscopy as
described in Materials and Methods . The erythrocytes are represented by the membrane-bounded ghosts . Nascent cups in the
interferon-treated cells (b) can be recognized by the contour of the cortical membrane region containing an abundance ofHMM-
decorated actin filaments . Control cells (a) lack nascent phagocytic cups . (a) x 40,000 ; (b) x 30,240 .
batch 81008 was considerably less active than batch 82014 or
homogeneous interferon in enhancing the phagocytic activity
of macrophages .
The basis for the differences among interferon preparations
in their cell-modulating activities relative to antiviral activity
has not been determined . It is possible that the ratios for
antiviral to cell-modulating activities ofß-interferon subtypes
vary, and that different preparations or batches of0-interferon
may differ in their subtype compositions .
DISCUSSION
We have demonstrated that ß-interferon treatment ofthiogly-
colate-elicited mouse peritoneal macrophages in culture in-
hibits pinocytosis in a dose-dependent manner, although it
stimulates phagocytosis in such cells . The processes of pino-
cytosis and phagocytosis are affected in macrophages within
12 h after the beginning of interferon treatment. Interferon-
treated populations of thioglycolate-elicited macrophages are
heterogeneous with respect to pinocytic activity in that at a
high interferon concentration, pinocytosis is suppressed
>90% in most of the cells and is inhibited only slightly, if at
all, in the rest of the cells. Interferon causes disorganization
ofthe network of microtubules and 10-nm filaments in those
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thioglycolate-elicited macrophages in which it inhibits pino-
cytic activity . Interferon has no effect on the organization of
microtubules and 10-nm filaments or on pinocytic rate in the
remaining cells . We have not determined whether those thi-
oglycolate-elicited macrophages that are unresponsive to the
inhibitory action of interferon on pinocytosis also do not
exhibit enhanced phagocytosis due to interferon .
The biological difference between resident and thioglyco-
late-elicited macrophages is illustrated by the lack of effect of
interferon on the pinocytic activity of the resident macro-
phages, which are also less responsive to the phagocytosis-
enhancing activity of interferon . The basis for these differ-
ences between resident and thiogrycolate-stimulated macro-
phages is not clear at present . Interferon-induced suppression
ofpinocytosis and enhancement of phagocytosis has also been
observed with macrophages stimulated with protease peptone
and other agents (unpublished observations ; 8, 14) . The het-
erogeneity in the response ofmacrophages to interferon action
resembles that which has been observed in many other cell
systems (e.g., see references 28-30, 55).
Effects on macrophages have been demonstrated with a
variety of interferon preparations. Although there are quan-
titative differences among interferon preparations with respect
to the concentrations (antiviral units per milliliter) requiredto inhibit pinocytosis or enhance phagocytosis, there is strong
evidence that it is the interferon in the preparations that is
causing the effects ; i.e ., homogeneous mouse 0-interferon
affects these processes in a similar manner, and the effects of
the partially purified preparations can be neutralized by anti-
0-interferon antibody (data not shown).
The reorganization of cytoskeletal structures caused by
interferon treatment of macrophages differs sharply from the
reorganization resulting from colchicine treatment . Colchi-
cine depolymerizes microtubules, whereas interferon treat-
ment results in the displacement of microtubules from the
peripheral cytoplasm and causes microtubules to coil around
the nucleus, without evidence of depolymerization . Similarly,
10-nm filaments form a pattern of loosely coiled bundles in
the perinuclear region of interferon-treated cells, whereas
colchicine induces the formation of a perinuclear cap com-
posed of tightly entangled 10-nm filaments. Interferon treat-
ment causes extensive changes in the plasma membrane and
its associated structures in a variety of cells (39, 42) . In the
HeLa line ofhuman carcinoma cells these alterations include
increased rigidity of the lipid bilayer (27) and an increase in
the submembranous meshwork of microfilaments (55) . If
interferon perturbs the plasma membrane in macrophages,
this could lead to the dissociation ofmicrotubules and 10-nm
filaments from the plasma membrane region, and their reten-
FIGURE 11 The actin-containing microfila-
ment meshwork in the forming phagocytic cup
of an interferon-treated macrophage . The sam-
ple was prepared as described for Fig. 10b . x
86,000 .
tion and aggregation in the centrosomal region . Microtubules
and 10-nm filaments form tracks guiding the movement and
transport ofparticles and organelles in the cytoplasm (50-52) .
When this system is highly organized, as in phorbol myristate
acetate-treated macrophages, phagocytic activity takes place
at an accelerated rate . However, the importance of the radial
network for microtubules and 10-nm filaments in maintain-
ing a basal level of pinocytosis is unclear .
We have found that ß-interferon treatment ofthioglycolate-
elicited mouse peritoneal macrophages results in the ingestion
of attached E(IgG) at an increased speed and to a higher level
in a single round of phagocytosis. These effects are mediated
through enhanced assembly of microfilaments into structures
that surround phagocytic cups and appear to provide the
motile force for ingestion of particles.
To date, three types of Fc-receptors, FcRI, FcRII, and
FcRIII, have been identified on the surface of mouse macro-
phages (7, 33) . The trypsin-sensitive FcRI and FcRIII bind
IgG2a or IgG3, respectively . The trypsin-insensitive FcRII
bind only aggregated mouse IgG and IgG2b as well as aggre-
gated rabbit IgG . Our results as well as those ofHamburg et
al. (14) show that thenumber ofFcRII receptors, as estimated
by binding ofthe iodinated monoclonal antibody 2ÁG2, does
not increase as a result of the interferon treatment . However,
Vogel et al . (48) have reported that interferon treatment
WANG ET AL .
￿
Suppression and Stimulation by Interferon
￿
1339increases the abundance of FcRI assayed by binding of "Cr-
labeled IgG2a. We have obtained evidence that interferon
treatment also enhances the ingestion of erythrocytes opson-
ized with monoclonal IgG2a and IgG3 (data not shown). Two
conclusions can be drawn from all of these findings: (1)
Interferon-induced enhancement of phagocytic activity is a
general phenomenon mediated by all three types ofFc recep-
tors; and (2) some but not all types of receptors increase in
abundance in response to interferon treatment. Nevertheless,
in phagocytosis mediated via receptors belonging to any of
the three types, actin-containing microfilaments, as judged by
NBD-phallacidin staining, are markedly enriched in the cy-
toplasm immediately surrounding the phagocytic cups. There-
fore, the accelerated reorganization of actin filaments during
ingestion of E(IgG) by interferon-treated macrophages may
explain the enhanced phagocytic activity via all three types of
receptors, and may extend to the ingestion of other particles,
e.g., latexbeadswhose uptake is also stimulated in interferon-
treated macrophages (data not shown).
In cell systems so far examined, interferon has been found
to alter the organization of microfilaments and affect cell
functions dependent on microfilaments. In the macrophage
system, there is a remarkable dichotomy in the actions of
interferon; pinocytosis is suppressed, while phagocytosis is
stimulated. At the structural level, the enhancement in actin
filaments surrounding the forming phagosomes in interferon-
treated macrophages is consistent with the observations of
increased organization of microfilaments into fibers in fibro-
blasts (30) and into a thickened submembranous meshwork
in HeLa cells growing in suspension (55). However, at the
functional level, the enhancement of phagocytosis by inter-
feron in macrophages stands in striking contrast to the inhib-
itory action of interferon on locomotion of fibroblasts (30)
and capping of concanavalin A receptors in HeLa cells (32).
It seems possible that interferon may inhibit pinocytosis in
macrophages by altering the organization of submembranous
microfilaments in a manner inconsistent with the perform-
ance of their role in pinocytic vesicle formation and internal-
ization, although serving to enhance functional competence
in phagocytosis. It is also possible that the aggregated state of
the microtubules and 10-nm filaments in the interferon-
treated macrophages contributes to the failure of the pinocytic
process. Finally, the inhibition of pinocytosis in interferon-
treated macrophages may be mediated through an increase in
rigidity ofthe plasma membrane lipidbilayer. This suggestion
is based on the following observations: (a) increasing the ratio
ofthe saturated to unsaturated fatty acids in the phospholipid
bilayer of macrophages is associated with an increase in the
rigidity of the plasma membrane and decreased fluid phase
endocytic activity (20, 21 ); (b) interferon treatment of HeLa
cells and fibroblasts increases the rigidity ofthe plasma mem-
brane lipid bilayer (27); and (c) interferon treatment of mouse
sarcoma S-180 cells causes a reduction in unsaturated fatty
acids in membrane lipids, which would be expected to result
in a decrease in membrane fluidity (4). Whether interferon
treatment increases the rigidity of the plasma membrane lipid
bilayer in mouse macrophages remains to be determined.
We thank Dr. J. Unkeless and Dr. B. Diamond for making mono-
clonal antibodies available to us. We are grateful for a continuing
discussion with and the suggestions of Dr. James S. Murphy, the
excellent technical assistance of Ms. Doris Gundersen, Ms. Susan
Normes, Ms. Toyoko Kikuchi, and Ms. Aviva Cinamon, and the
photographic work of Ms. Amy Berg and Mr. Roy Berkowitz. Special
1340
￿
THE JOURNAL OF CELL BIOLOGY - VOLUME 98, 1984
thanks to Ms. Toyo Kikuchi for proofreading, and to Mrs. Caryn
Doktor and Ms. Andrea Gifford for typing this manuscript.
The work done in this project was supported by grants from the
National Institutes of Health to E. Wang (AG03020), to S. C.
Silverstein (AI08697), to J. Michl (A118056), and to 1. Tamm
(CA 18608 and CA 18213). L. M. Pfeffer is a recipient of a Junior
Faculty Research Award from the American Cancer Society.
Receivedforpublication 15 July 1983, and in revisedform 16 Novem-
ber 1983.
REFERENCES
1. Barak, L. S., R. R. Yocum, E. A. Nothnagel, and W. W. Webb. 1980. Flourescence
staining of the actin cytoskeleton in living cells with 7-Nitrobenz-2-oxa-1,3-diazole
phallacidin. Proc. Nati. Acad Sei. USA. 77:980-984.
2. Begg, D. A., R. Rodewald, and L. I. Rebhun. 1978. The visualization ofactin filament
polarity in thinsections. J Cell Biol. 9:846-852.
3. Blalock, S. 1980. Commonpathways ofinterferon and hormonal action. Nature(Loud.).
283:406-408.
4. Chandrabose, K. A., P. Cuatrecasas, and R. Pottathil. 1981 . Changes in fatty acylchains
ofphospholipids induced byinterferon in mouse sarcoma 5-180 cells. Biochem. Biophys.
Res. Commun. 98:661-668.
5. Chang, C.M., and R. D. Goldman. 1973. The localization ofactin-likefibers incultured
neuroblastoma cells as revealed by heavy meromyosin binding. J. Cell Biol. 57:867-
874.
6. Chany, C. 1976. Membrane-bound interferon specific cell receptor system: role in the
establishment and amplification ofthe antiviral state. Biomedicine (Paris). 24:148-157.
7. Diamond, B., and D. E. Yelton. 1981. A new Fc receptor on mouse macrophages
binding IgG3. J Exp. Med. 153:514-519.
8. Donahoe, R. M., and K. Y. Huang. 1976. Interferon preparations enhancephagocytosis
in vivo. Infect. Immun. 13:1250-1253.
9. Friedman, R. M. 1967. Interferon binding: the firststep in theestablishment ofantiviral
activity. Science(Wash. DC). 156:1760-1761.
10. Friedman, R. M. 1977. Antiviral activity ofinterferon. Bacteriol Rev. 41:543-567.
11 . Graham, R. C., Jr., andM. Karnovsky. 1966. The early stages ofabsorption ofinjected
horseradish peroxidase in the proximal tubules ofmouse kidney: ultrastructural cyto-
chemistry by a new technique. J. Histochem. Cytochem. 14:291-302.
12. Gresser, L, and C. Bourali. 1970. Antitumor effects ofinterferon preparations in mice.
J. Nall. Cancer Inst. 45:365-375.
13. Gresser, 1. 1977. On the varied biologic effects of interferon. Cell Immunol. 34:406-
415.
14. Hamburg, S. L, H. B. Fleit, J. C. Unkeless, and M. Rabinovitch. 1980. Mononuclear
phagocytes: Responders to and producers of interferon. Annu. NY Acad. Sci. 350:72-
90.
15. Hubbard, A. L., and Z. A. Cohn. 1975. Externally disposed plasma membrane proteins
11. Metabolic fate ofiodinated polypeptides ofmouse L cells. J. Cell Biol. 64:461-479.
16. lmanishi, J., Y. Yokota,T. Kishida,T. Mukainaka,and H. Matsus. 1975. Phagocytosis-
enhancing effect of human leukocyte interferon preparation on human peripheral
monocytes in vitro. Arta Virol. (Prague) (Engl. Ed.). 19:52-55.
17. Locke, M., and N. Krishnan. 1971. Hot alcoholic phosphotungstic acid and uranyl
acetate as routine stains for thick and thin sections. J CellBiol. 50:550-557. 18.
Lowry, O. M., N. J. Rosebrough, A. L. Tarr, and R. J. Randall. 1951. Protein
measurement with the folin phenol reagent. J. Biol. Chem. 193:265-275.
19. Luft, J. H. 1961 . Improvements inepoxy resin embeddingmethod. J. Biophys. Biochem.
Cytol. 9:409-414.
20. Mahoney, E. M., A. L. Hamill, W. A. Scott, and Z. A. Cohn. 1977. Response of
endocytosis to altered fatty acyl composition of macrophage phospholipids. Proc. Nail.
Acad. Sci. USA. 74:4895-4899.
21, Mahoney, E. M., W. A. Scott, F. R. Landsberger, A. L. Hamill, and Z. A. Cohn. 1980.
Influence of fatty acyl substitution on the composition and function of macrophage
membranes. J. Biol. Chem. 255:4910-4917.
22. Mich], J., D.J. Ohlbaum, and S. C. Silverstein . 1976. 2-Deoxyglucoseselectively inhibits
Fe and complement-receptor mediated phagocytosis in mouse peritoneal macrophages.
1. Description ofthe inhibitory effect. J Exp. Med. 144:1465-1483.
23. Mich], J., M. M. Picczouka, J. C. Unkeless, and S. C. Silverstein . 1979. Effects of
immobilized immune complexes on Fc- and complement-receptor function in resident
and thioglycolate-elicited mouse peritoneal macrophages. J Exp. Med. 150:607-621.
24. Michl, J., J. C. Unkeless, M. M. Pieczonka, and S. C. Silverstein. 1983. Modulation of
Fc receptors of mononuclear phagocytes by immobilized antigen-antibody complexes.
Quantitative analysis of the relationship between ligand number and Fc receptor
response. J. Exp. Med. 157:1746-1757.
25. Muller, W. A., R. M. Steinman, and Z. A. Cohn. 1980. The membrane proteins ofthe
vacuolar system 11. Bidirectional flow between secondary lysosomes and plasma mem-
branes. J. Cell Biol. 86:304-314.
26. Paucker, K., K. Camell, and W. Henle. 1980. Quantitative studies on viral interference
in suspended Lcells. 111. Effectofinterfering viruses on thegrowth rateofcells. Virology.
17:324-334.
27. Pfeffer, L. M., F. R. Landsberger, and I. Tamm. 1981 . 0-Interferon induced time-
dependent changes in the plasma membrane lipid bilayer ofcultured cells. Journal of
Interferon Research. 1:615-620.
28. Pfeffer, L. M.,1. S. Murphy, and 1. Tamm. 1979. Interferon effects on the growth and
division of human fibroblasts. Fxp. CellRes. 121:111-120.
29. Pfeffer, L. M., and 1. Tamm. 1982. Effect of ß-interferon on concanavalin A binding
and size ofHeLa cells. J Ifn. Res. 3:431-440.
30. Pfeffer, L. M., E. Wang, and I. Tamm. 1980. Interferon effects on microfilament
organization, cellularfibronectin distribution, and cell motility in human fibroblasts. J.
Cell Biol. 85:9-17.
31. Pfeffer, L. M., E. Wang, J. Fried, J. S. Murphy, and 1. Tamm. 1982. Interferon as a
modulator ofhuman fibroblast proliferation and growth. In Genetic Expression in the
Cell Cycle. G. M. Padilla and K. S. McCarty Jr., editors. Academic Press, Inc., New
York. 289-314.
32. Pfeffer, L. M., E. Wang, and I. Tamm. 1980. Interferon inhibits the redistribution ofcell surface components. J. Exp. Med. 152:469-474.
33. Phaire-Washington, L., S. C. Silverstein, and E. Wang. 1980. Phorbol myristate acetate
stimulates microtubule and I0-nm filament extension and lysosome redistribution in
mouse macrophages. J. Cell Biol. 86:641-655.
34. Phaire-Washington. L., E. Wang, and S. C. Silverstein. 1980. Phorbol myristate acetate
stimulates pinocytosis and membrane spreading in mouse peritoneal macrophages. J.
Cell Biol. 86:634-640.
35. Pollard, T. D., E. Shelton, R. Weihing, and E. Karn. 1970. Ultrastructural characteri-
zation of F-actin from Acanthamoeba castellani and identification of cytoplasmic
filaments as F-actin by reaction with rabbit heavy meromyosin . J. Mol. Biol. 50:91-97.
36. Reynolds, R. 1963. The use ofcitrate at high pH asan electron opaque stain in electron
microscopy. J. Cell Biol. 17:208-212.
37. Salisbury, J. L., J. S. Condeelis, and P. Satin 1980. Role of coated vesicles, microfrla-
ments, and calmodulin in receptor-mediatedendocytosis by cultured B lymphoblastoid
cells. J. Cell Biol. 87:132-141.
38. Salisbury. J. L., J. S. Condeelis, N. J. Maihle, and P. Satir, 1982. Receptor-mediated
endocytosis by clathrin-coated vesicles: evidence for a dynamic pathway. Cold Spring
Harbor Svmp. Quant. Biol. 46:733-741 .
39. Sehgal, P. B., L. M. Pfeffer, and 1. Tamm. 1982. Interferon and interferon inducers. In
Chemotherapy of Viral Infections. P. E. Came and L. A. Caliguiri, editors. Springer-
Verlag, Berlin. 205-311 .
40. Steinman, R. M., and Z. A. Cohn, 1972. The interaction of soluble horseradish
peroxidasewith mouse peritoneal macrophages in vitro. J. CellBiol. 55:186-204.
41 . Szent-Gyürgyi, A. 1953. Meromyosin, the subunits ofmyosin. Arch. Biochem. Biophys.
42:305-320.
42. Tamm, I., L. M. Pfeffer, E. Wang,F. R. Landsberger, and J. S. Murphy. 1981 . Inhibition
ofcell proliferation and locomotion by interferon: membrane and cytoskeletal changes
in treated cells.In Cellular Responsesto MolecularModulators.W. A. Scott, R. Werner,
and J. Schultz, editors. Miami Winter Symposium . Academic Press, Inc., New York.
18:417-442.
43. Tamm, 1., E. Wang, F. R. Landsberger, and L. M. Pfeffer. 1982. Interferon modulates
cell structure and function, In Interferons. T. C. Merigan and R. M. Friedman, editors.
UCLA Symposiaon Molecular and Cellular Biology. Academic Press, Inc., New York.
25:159-179.
44. Unkeless, J. C. 1977.Thepresence oftwo Fc receptors on mousemacrophages:evidence
from a variant cell line and differential trypsin sensitivity . J. Exp. Med. 145:931-947.
45. Unkeless, J. C. 1979. Characterization ofa monoclonalantibody directedagainst mouse
macrophage and lymphocyte Fc-receptors. JExp. Med. 150:580-596.
46. Valerius, N. H., O. Stendahl, J. H. Hartwig, and T. P. Stossel. 1981. Distribution of
actin-binding protein and myosin in polymorphonuclear leukocytes during locomotion
and phagocytosis. Cell. 24:195-202.
47. Vileek, J.. and B. Rada. 1962. Studies on an interferon from tick-borne encephalitis
virus infected cells. 111. Antiviral action of IF. Acta Viral. 6:9-15.
48. Vogel, S. M., D. S. Finbloom, K, E. English, D. L. Rosenstreich, and S. G. Langreth.
1983. Interferon enhancement of macrophage receptor. J. Immunol. 130:1210-1214.
49. Walter, R. J., R. D. Berlin, J. R. Pfeiffer, and J. M. Oliver. 1980. Polarization of
endocytosis and receptor topography on cultured macrophages. J. Cell Biol. 86:199-
211.
50. Wang, E., and P. W. Choppin. 1981 . Function of 10 nm filaments in the distribution
oforganelles as revealed by vanadate. Proc. Nail. Acad. Sci. USA. 78:2363-2367.
51 . Wang, E., R. K. Cross, and P. W. Choppin. 1979. The involvement of microtubules
and 10-nm filaments in the movement and positioning of nuclei in syncytia. J. Cell
Biol. 83:320-337.
52. Wang, E., and R. D. Goldman. 1978. Functions of cytoplasmic fibers in intracellular
movements in BHK-21 cells. J. Cell Biol. 79:708-726.
53. Wang, E.,1. Michl, L. M. Pfeffer, andS. C. Silverstein, and 1. Tamm. 1981 . Correlation
between reduced pinocytosis and perinuclear aggregation of microtubules and 10 nm
filaments to interferon-treated mouse peritoneal macrophages. J. Cell Biol. 91(2), Pt.
2:23ßa. (Abstr.)
54. Wang, E., J. Michl, L. M. Pfeffer, and S. C. Silverstein, and 1. Tamm. 1981 . Interferon
stimulates phagocytosis but suppresses pinocytosis in mouse macrophages: related
changes in cytoskeletal organization . Annual International CongressforInterferon Re-
search, 2nd. P. 4.
55. Wang, E., Pfeffer, L. M., and 1. Tamm. 1981 . Interferon increases the abundance of
submembranous microfilaments in HeLa-S3 cells in suspension culture Proc. Nail.
Acad. Sci. USA. 78:6281-6285.
WANG ET AL .
￿
Suppression andStimulation by Interferon
￿
134 1